WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




per 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 5 : 




(11) International Publication Number: 


WO 92/04370 


C07K 5/06, 5/08, A61K 37/64 


Al 


(43) International Publication Date: 


19 March 1992 (19.03.92) 



(21) International Application Number: PCT/US9 1/05691 

(22) International Filing Date : 9 August 1991 (09.08.91) 



(30) Priority data: 
574,634 



29 August 1990 (29.08.90) US 



(71) Applicant: VERTEX PHARMACEUTICALS INCORPO- 

RATED [US/US]; 40 Allston Street, Cambridge, MA 
02139-4211 (US). 

(72) Inventors: TUNG, Roger, D. ; 2561 Massachusetts Avenue, 

Cambridge, MA 02142 (US). MEYERS, Harold, V. ; 46 
Van Ness Road, Belmont, MA 02178 (US). 

(74) Agents: OLEK, Alice, C. et al.; Hamilton, Brook, Smith & 
Reynolds, Two Militia Drive, Lexington, MA 02173 

(US). 



(81) Designated States: AT (European patent), AU, BE (Euro- 
pean patent), CA, CH (European patent), DE (Euro- 
pean patent), DK (European patent), ES (European pa- 
tent), FR (European patent), GB (European patent), GR 
(European patent), IT (European patent), JP, KP, KR, 
LU (European patent), NL (European patent), SE (Eu- 
ropean patent). 



Published 

With international search report. 
Before the expiration of the time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(54) Title: MODIFIED DI- AND TRIPEPTIDYL IMMUNOSUPPRESSIVE COMPOUNDS 




(57) Abstract 

A series of linear, modified di- and tripeptides are claimed, which have an affinity for FK-506 binding protein (FKBP) and 
are immunosuppressive agents. These compounds, which are characterized by high lipophilicity and the absence of charged 
groups, can be depicted by general formula (I). These compounds are useful as T-celi specific immunosuppressive agents for the 
treatment of graft rejecti n, graft versus host disease, and a wide variety of autoimmune diseases in an individual. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages of pamphlets publishing international 
applications under the PCT. 



AT Austria 

AU Australia 

BB Barbados 

BE Belgium 

BF Burkina Faso 

BG Bulgaria 

BJ Benin 

BR Brazil 

CA Canada 

CF Centra) African Republic 

CC Congo 

CH Switzerland 

CI C6tu d'Woirc 

CM Cameroon 

CS Czechoslovakia 

OE* Germany 

OK Denmark 



es 


Spain 


Fl 


Finland 


FS 


France 


CA 


Gabon 


GB 


United Kingdom 


GN 


Guinea 


CR 


Greece 


HU 


Hungary 


IT 


Italy 


JP 


Japan 


Kf> 


Democratic People's Republic 




of Korea 


KR 


Republic of Korea 


LI 


Liechtenstein 


UL 


Sri Lanka 


LU 




MC 


Monaco 



MC 


Madagascar 


ML 


Mali 


MN 


Mongolia 


MR 


Mauritania 


MW 


Malawi 


NL 


Netherlands 


NO 


Norway 


PL 


Poland 


RO 


Romania 


SD 


Sudan 


SE 


Sweden 


SN 


Senegal 


SU+ 


Soviet Union 


TD 


Chad 


TC 


Togo 


US 


United States of America 



+ Any designation of W SU W has effect in the Russian Federation. It is not yet kn wn whether 
any such designation has ffect in ther States of th former Soviet Uni n. 



WO 92/04370 



PCT/US91/05691 



-1- 



MODiriED_Dl^_AND_TRIPEPTIDYL 
IMMUNOSUPPRESSIVE_COMPOUNDS 

Background of the Invention 

Post operative graft rejection is a major compli- 
5 cation affecting the success of bone marrow and organ 
transplantations. However, through the use of immuno- 
suppressive drug therapy, graft rejection in organ 
transplantation can be significantly reduced. 

A wide variety of diseases can be characterized as 
10 "autoimmune diseases". Such diseases are similar to 
graft rejection, except that the rejection is of self 
tissue.. Immunosuppressive therapy can also be of use in 
prevention or treatment of this inappropriate self 
rejection. 

15 One widely accepted immunosuppressant for the 

prevention of graft rejection is cyclosporin A (CsA). I 
is a natural product of fungal metabolism and has been 
demonstrated to have potent immunosuppressive activity i 
clinical organ transplantations. Calne, R.Y. et al.,Br 
20 «!<L_J. 262:934- 936 (1981 ); White, D.J.C. Drugl^I : 3 2 2^ 
334 (1982). Although CsA is widely used in Immune- 
suppressant therapy, its usage (particularly in high 
dosage) is often accompanied by side effects which 
include nephrotoxicity, hepatotoxicity and other central 
25 nervous system disorders. 

The following diseases have been treated with 
cyclosporin A with positive results . confirming the 
importance of the autoimmune component in these diseases 
and their effective treatment with a compound which works 
30 by selective suppression of T-cell immune function. 
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2) 



1) Ophthalmology: Uveitis, Behcet's disease and 
Grave's ophthalmopathy. 

Weetman, A. P. et al.. Lancet 486-489 (1982). 

Grave's opthalmopathy . 
Nussenblatt, R . B . et al., Lancet 235-238 

(1983). Uveitis. 
French-Constant, C. et al. , Lancet 454 (1983). 

Behcet's disease. 
Sanders, M. et a 1 . , Lancet 454-455 (1983). 

Behcet's disease. 
Note: Cyclosporin A is currently approved in Japan 
for the treatment of Behcet's disease, the first 
autoimmune disease indication for this compound. 
Dermatology: Various autoimmune skin diseases 
including psoriasis. 
Zabel, P. et a 1 . , Lancet 343 (1984). Acute 

dermatomyositis. 
van Joost. T. et a 1 . , Ar ch^_De rma tol^ 123:166- 

167 (1987). Atopic skin disease. 
Appleboom, T . et a 1 . , Amer^J^Med, 82:866 - 867 

(1987). Scleroderma. 
Logan, R.a. and R.D.R. Camo, J,_R £ v,_S ££i Med 

61:417-418 (1988). Eczema. - — - 

Griffiths, C.E.M. et al., Brit. Med _J_ 

293:731-732 (1986). Psoriasis." ~ 
Ellis, C.N. et al., J,_A 2 er,.Med,_Assoc_ 
256:3110-3116 (1986). Psoriasis 
3) Hematology: Various diseases including anemia 
Toetterman, T.H. e t a 1 . . Lancet 693 (1984). 
Pure red cell aplasia (PRCA). 
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4) 



Stryckmans, P. A. et al . , Nev^ngl^J^Med^ 

310:655-656 (1984). Aplastic anemia. 
Glue km an, E. et al . , Bone_Marrow_Trans£lant 3 

Suppl. 1, 241 (1988). Aplastic anemia. 
Gastroenterology /Hepatology: Primary cirrhosis, 
autoimmune hepatitis, ulcerative colitis, Crohn's 
disease and other gastrointestinal autoimmune 
diseases . 

Viesner, R.H. et a 1 . , Hematology 7:1025, Abst. 

*9. (1987). Primary biliary cirrhosis. 
Hyams , J . S . et a 1 . , Gastroenterology 93:890-893 

(1987). Autoimmune hepatitis. 
Allison, M.C. et al., Lancet 902-903 (1984). 

Crohn's disease. 
Brynskov, J. et al., Gas troente rology 92:1330 

(1987) . Crohn's disease. 

Porro, G.B. et al., Ital^J^Gas troente rol^ 
19:40-41 (1987). Ulcerative colilisT 
5) Neurology: Amyotrophic lateral sclerosis (ALS . " L 
Gehrig's disease"), myasthenia gravis and multiple 
sclerosis. 

Appel. S.H. et a 1 . , Arch.JeuroL £5:381 -386 

(1988) . ALS. 

Tindall. R.S.A. et al . , Nev_Engl^ J^_Med^ 
316:719-724 (1987). Myas thenia'gravls . 
Dommasch, D. et al., Neurology 38 Suppl. 2, 
28-29 (1988). Multiple sc"lero"sis. 
6) Nephrotic Syndrome: Nephrotic syndrome, membrane 
proliferative glomerulonephritis (MPGN) and related 
diseases. 
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Watzon, A.R. et al . , CI i Si _Ne£hr_l^ 25:273-274 

(1986). Nephrotic syndrome. 
Tejani, A . et a 1 . , Kidne£__Int^ 3 3:729-734 

(1988). Nephrotic syndrome. 
Meyrier. A. et al. , Trans E lant_Proc^ 2 0, Suppl. 

4 (Book III), 259-261 (1988). Nephrotic 

syndrome . 

LaGrue, G. et a 1 . , Nephron^ 44:382-382 (1986) 
MPGN . 

7) Rheumatoid Arthritis (RA) 

'Harper, J.I. et al., Lancet 981-982 (1984) 
RA. 

Van Rijthoven. A.W. et al.. Ann. Rheum^Dis 
45:726-731 (1986). R A . ~" 

Dougados. M. et al. , AnrK_Rh eum^D i s . 47-127- 
133 (1988). R A . 

8) Insulin-Dependent Diabetes M.llitu. (IDDM) 
Stiller. C.R. et a 1 . . Science 2 2 3:1362-1367 

(1964). IDDM. 
Assan, R. et al.. Lancet 67-71 (1985). I DDK 
Bougneres, P . F . et al.. Nev_En £ l^_Med^ 

318:663-670 (1988). IDDM. 
P-lsbetes 37:1574-1582 (1986). 

IDDM. 

Many veterinary diseases are also characterized as 
autoimmune disease* a, • as 

.„...„"• iu " i "" ! ««•••• ., , h ... 

p apa, F. 0 



listed above have been observed in mammals 



et al 



l9SiSl_2t i _J i 22 : 145 .1« <1, 90 >, i„ £ertiUty of 
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(1986), immune mediated diseases of cats and dogs; 
Ceorge, L.W. and S.L. White, Vet. Clin^_North_Amer_ 
6:203-213 (1984), autoimmune skin diseases in large 
mammals; Bennett, D. , 1 n^^P r ac t A 6 : 7 4 - 8 6 (1984), auto- 
immune diseases in dogs; Halliwell, R. E . , ^.Amer^Vet^ 
Assoc^ 181:1088-1096 (1982), autoimmune disealeTTn 
domesticated animals. 

The mechanism by which CsA causes immunosuppression 
has been established. In vitro, CsA inhibits the releas 
of lymphokines . such as interleukin 2 (IL-2) (Bunjes, D. 
~ Eur - :L._I»SH2£l. 11:657-661 (1981)). and prevents 

clonal expansion of helper and cytotoxic T cells 
(Larsson, E . J^Immuno 1 . 126:2 828-283 3 (1980)). CsA has 
been shown to bind to the cytosolic protein, cyclophilin, 
and to inhibit the associated pepti dyl - prolyl cis-trans 
isomerase (PPIase) activity of that protein. Fischer. G 
et al.. Nature 337:476-478 (1989); Takahashi, N. et a 1 . , 
^£IHI£ 337:473-475 (1989). 

Recently, a second natural product isolated from 
iillEtojsvces. referred to as FK-506. has been demon- 
strated to be a potent immunosuppressive agent. Tanaka . 
H - ^-Al2__Che^_Soc. 109:5031-5033 (1987) Like 

cyclosporin A , FK-506 inhibits IL-2 production, the mixed 
lymphocyte culture response, and the generation of 
cytotoxic T-cells in vitro; however. FK-506 is effective 
in these assays at concentrations 100 times lower than 
cyclosporin A. Kino, T. et a 1 . , J^Antibiot. 15 1256- 
1265 (1987). FK-506 is structurally distil tlom CsA 
and binds to a different target protein called FK-506 
binding protein (FKBP) . Therefore, FKBP may offer an 
alternative target for immunosuppressive agents 
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Summar2_of_the_Invention 

This invention relates to a novel class of compounds 
having an affinity for the FK-506 binding protein, as 
well as to a method of suppressing an immune response in 
an individual by administering to the individual a 
quantity of at least one of the compounds sufficient to 
produce the desired effect (i.e., immune suppression) 
The compounds are linear, modified di - or tripeptides 
As described herein, compounds of the present invention 
inhibit the peptidyl-prolyl cis-trans isomerase .citivitv 
of the FKBP. Further, the compounds of the present 
invention can lead to inhibition of T cell activation 
The compounds of this invention can be used as immuno- 
suppressive drugs to prevent or reduce graft rejection in 
bone marrow and organ transplantation and in the treat- 
nent of autoimmune disease. 

l£l£±_De s c r i £ t i on_o f _ th e_Fi £ u re 

of th ThE . FigUre SWS ^""ruTtures of eight compounds 
01 tftis invention. 

D£I£iled_Descri £ tion_of_the_Inv^ 

This invention relate* m , 
„„,,.,, >, to " n,>vel of confounds 

r h=ve *« »-»o. .,».„., Ptotel „ ( p FKBP) 

;vr m " i " !i " -»■■ ».« con* 

pound. lBhlblt . th . p, Ftliyl . priljl ci£ . ttans isomera 
«.»!«, of FKBP . „ d inhiMtlo „ >f pMase ' 

rx» c.»p. u „ds of thls ho „ e „; 

.*f»««, for other «.,„ bl „di„ g pcoteins or 



t 
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peptidyl -prolyl cis-trans isomerases, including cyclo- 
philin and as yet unidentified proteins or complexes, and 
may be immunosuppressive by means of inhibition of the 
actions of such species. The FKBP-like proteins or 
complexes can be identified by their affinity for FK-506 
or its immunosuppressive analogs. Therefore, reference 
herein to FK-506 binding protein or FKBP is taken to 
indicate the FK-506 binding protein or FKBP-like proteins 
or complexes, identifiable by their affinity for FK-506 
or its immunosuppressive analogs. This invention further 
relates to a method of suppressing (i.e., reducing or 
preventing) an immune response in an individual, such as 
a human or other mammal. The compounds are modified di- 
or tripeptides and have a linear backbone. These com- 
pounds, which can be used as immunosuppressive agents, 
include those represented by the general formula, given 
b e 1 o v , 




In the general formula: 
A is NH , 0, S or CH. 

If A is NH, 0, or S, B is PC0- or P0C0- . where 
P is a CLC6 straight or branched alkyl or alkenyl group, 
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a C5-C6 cycloalkyl or cycl oalkeny 1 , or a methyl sub- 
stituted wirh a C5-C6 cycloalkyl, C5-C6 cycloalkenyl . 
phenyl, 1-naphthyl, 2-naphthyl, 9-fluorenyl, or 

1- adamantyl . 

If A is CH, then B is connected via a trans 
double bond and is a C2-C4 straight or branched alkyl or 
alkenyl group, or is a methyl or ethyl substituted with 
either a C5-C6 cyclic alkyl group or Ar . where Ar is 
selected from the group consisting of 1-naphthyl, 

2- naphthyl, 2-furyl. 3-furyl. 2-thienyl, phenyl and 
phenyl having one to three substituents which are 
independently selected from the group consisting of- 
hydroxyl. halo, nitro. CF 3 , Cl-CA straight or branched 
alkyl or alkenyl, 0-(Cl-C4) straight or branched alkyl or 
alkenyl. and Ar , where Ar is selected from the group 
consisting of: 1-naphthyl. 2-naphthyl. 2-furyl. 3-furvl 
2-thienyl. phenyl and phenyl having one to three sub- ' 
stituents which are independently selected from the group 
consisting of: hydroxyl. halo, nitro. CF Cl-CA 
straight or branched alkyl or alkenyl. 0-(Cl-C4) straight 
or branched alkyl or alkenyl; wherein no more than two A ~ 
groups may be linked together. 

D is hydrogen; C1-C4 straight or branched alkyl or 
alkenyl; hydroxy: tert-butyloxy ; benzyloxy; 4-benzyloxv- 
Phenyl: cyclohexyl; - ( CH, > n - CO, - Q . where n - 0 or 1 and Q 
x. -thy . ethyl, i-propyl. t . butyl , ben2yl> lm 
2-napthyl. or cyclohexyl; or Ar . where Ar is selected 
from the group consisting of 1-naphthyl, 2-naphthyl. 

: thr ?t 2 " thieny1, phenyi and phenyi - 

to three substituents which are independently selected 
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from the group consisting of: hydroxyl , halo, nitro, 
CF 3 , C1-C4 straight or branched alkyl or alkenyl, 

0- (Cl-C4) straight or branched alkyl or alkenyl, and Ar , 
where Ar is selected from the group consisting of: 

1- naphthyl, 2-naphthyl, 2-furyl, 3-furyl, 2-thienyl, 
phenyl and phenyl having one to three substituents which 
are independently selected from the group consisting of: 
hydroxyl, halo, nitro, CF 3 , C1-C4 straight or branched 
alkyl or alkenyl, 0-(Cl-C4) straight or branched alkyl or 
alkenyl; wherein no more than two Ar groups may be linked 
together ; 

E and K are independently hydrogen or methyl. 
G is either methyl or ethyl; J is hydrogen. C1-C6 
straight or branched alkyl or alkenyl, C5-C6 cycloalkyl 
or cycloalkenyl. sulfhydryl. hydroxy, phenyl. 3-indolyl, 
or benzyl; wherein G and J may be connected by a bond to 
form a cycle of 5 or 6 members. 

L is 0 or is an o-amino acid residue attached via 
the o-nitrogen, and selected from the group consisting 
of: alanine, 2 - aminobutyr ic acid, valine, norvaline, 
leucine, norleucine, isoleucine. phenylalanine, cyclo- 
hexylalanine. tryptophan. 1 -naphthylalanine . 2-naphthvl- 
alanine, threonine (side chain benzyl or tert-butyl 
ether), glutamic acid (side chain benzyl or tert-butyl 
ester), methionine, or serine (side chain benzyl or 
tert-butyl ether) . 

If L is 0, then M is C1-C6 straight or branched 
alkyl or alkenyl. or -(CH^-Ar, where n - 1-6 and Ar is 
selected from the group consisting of: 1-naphthyl 
2-naphthyl. 2-furyl, 3-furyl. 2-thienyl, phenyl and 
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phenyl having one to three substituents which are 
independently selected from the group consisting of: 
hydroxyl, halo, nitro, CF 3 , C1-C4 straight or branched 
alkyl or alkenyl, 0-<Cl-C4) straight or branched alkyl or 
alkenyl, and Ar , where Ar is selected from the group 
consisting of: 1-naphthyl, 2-naphthyl, 2-furyl, 3-furyl, 
2-thienyl, phenyl and phenyl having. one to three sub- 
stituents which are independently selected from the group 
consisting of: hydroxyl, halo, nitro, CF 3 , C1-C4 
straight or branched alkyl or alkenyl, 0-(Cl-C4) 
straight or branched alkyl or alkenyl; wherein no more 
than two Ar groups may be linked together. 

If L is an amino acid, then M is O-(Cl-CA) 
straight or branched alkyl, 0-benzyl, NH-phenyl, or 
NH-4-nitrophenyl and is attached to the amino acid 
carbonyl . 

The stereochemistry at .all positions may be (R) or 
(S). Preferably the stereochemistry is (S) at L if L is 
an o-amino acid, and at those positions marked with 
asterisks. However, when J is sulfhydryl. the preferred 
stereochemistry of the asterisked position immediately 
adjacent to the nitrogen shown in the general formula is 
(R) . 

The structures of eight compounds of the present 
invention are given in the Figure. These compounds and 
other compounds of the general formula, with substituents 
A through M as described above, are linear, modified di- 
or tripeptides. 

The modified peptides of the present invention 
contain a linear backbone, unlike the macrocyclic anti- 
Motic FK-506 or the cyclic peptide cyclosporin A 
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Although the compounds of the present invention may 
contain cyclic groups, the substituents at the ends of 
the molecules, specified by fi and M , are linked only to 
the adjacent elements at A and L, respectively, and not 
to each other. 

A "modified peptide" of the present invention is a 
compound with a peptide backbone, in which the amino 
and/or carboxy termini are altered, and optionally there 
is at least one internal modification. The amino and/or 
carboxy termini can be altered so that they have sub- 
stituents, or the N-terminal amino group may be replaced. 
Optionally any or all of the backbone amide groups, which 
are analogous to peptide bonds, may be modified by 
substitution. The backbone amide group shown in the 
general formula is typically modified by substitution at 
G f and optionally, the amino acid side chains may be 
modified by addition, deletion, or substitution to form 
side chains not present in proteogenic amino acids. 

Many types of modification are possible. In terms 
of the final modified structure, the N-terminal amino 
group of the peptide can be altered by substitution, as 
for example at B, or by replacement, as in cases where A 
is 0, S, or CH. The carboxyl group at the Cterminus may 
also be modified, as occurs with variation at M, for 
example . 

Internal modifications are optional, and compounds 
with one or more internal modifications are included in 
the designation "modified peptides". For example, 
certain substitutions at D, E. G (when G and J are 
connected by a bond to form a cycle), J and K can lead to 
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alterations of the groups or side chains attached to the 
e-carbons (asterisked positions in the general formula). 
Where L is an a amino acid, its side chain will vary 
according to the residue selected or by modification of a 
side chain. The class of compounds defined as "modified 
peptides" is not meant to be restricted to the specified 
variants of the general formula. However, compounds 
which contain charged groups (e.g., amines or carboxylic 
acids or their salts) are excluded from the class of 
modified peptides as defined here. 

As mentioned above, the linear, modified peptides of 
this invention are structurally related to short peptides 
of two or three amino acids. Thus, they can be further 
defined by . characteristic length, wherein the backbone 
of the structure is similar in length to that of a 
Peptide of two or three amino acids. Representative 
peptide backbone structures are shown below. 

— C — C — N — C — C — H — C c _! 



' . o o 

! M I I ■ 

— C — C — K 0 C. 

i 

i . 
Referring back to the structures of rh. 

in th. r« . ° f the compounds shown 

in the Figure, three amino acid units mav k 

-~ , -x, ..;r: c ;r u :; t r:;r;: 

by rh. ..«„! or „...*„.. vhich .„ asterisited ^ 
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general formula. The third amino acid unit is defined by 
L, when L is an a -amino acid. The elements at B 
(including P) , and at M correspond to protecting groups. 

Bulky, hydrophobic groups are preferred at P, which 
is a substituent of B. Bulky, hydrophobic substituents 
are also preferred at D. If L is an amino acid, a 
residue which has a hydrophobic side chain, or one that 
is modified to be hydrophobic, is preferred. These 
compounds preferably contain one imino acid residue. 

The compounds of this invention have an affinity for 
FK-506 binding protein, which is found in the cytosol of 
lymphocytes, particularly T lymphocytes. FKBP, like 
cyclophilin, is a peptidyl-prolyl cis-trans isomerase; 
these two proteins comprise the only known enzymes with 
this activity. FK-506 and CsA act as specific inhibitors 
of the peptidyl-prolyl cis-trans isomerase activity of 
their respective binding proteins, with inhibition 
constants consistent with the observed concentrations 
necessary to produce cellular immunosuppression (Harding. 
M - v - £1 Nature 341:758-760 (1989); Siekierka, J.J. 

et al.. Nature 341:755-757 (1989)). Furthermore, recent 
reports indicate that numerous analogs of FK-506 show a 
high degree of correlation of these activities (N. Sigal, 
Merck, Sharp & Dohme , lecture presented at Dana Farber 
Cancer Center, 1990). These data indicate that compounds 
which act as inhibitors of the peptidyl-prolyl cis-trans 
isomerase activity of FKBP (or of cyclophilin) can be 
expected to act as T-cell specific immunosuppressants. 

One particular FK-506 binding protein has been 
identified by Harding. M.W. et al., Nature 341: 
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758-760 (1989) and can be us d as a standard by which to 
evaluate the binding affinity (Kp) of the compounds for 
FKBP. As noted above, compounds of this invention, 
however, may have an affinity for other FK-506 binding 
proteins or other peptidyl-prolyl cis-trans isomerases, 
including cyclophilin and as yet unidentified proteins or 
complexes, and may be immunosuppressive by means of 
inhibition of the actions of such species. The values 
for K. of several sample compounds of the present 
invention and the binding affinities (Kp) of these 
compounds for FKBP are reported in the Table belov. 
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Table of Compounds 

Compound (pM) K D ^ : ' : 

Fmo c -a lanyl -pipe colyl-phenylalanyl -4 -nitroanilide (1) 4 0.15 

Fmoc- (tert -butyl) -threonyl- prolyl -phenyl alanyl -4- 1.6 1.0 
nitroanilide (2) 

Boc-valyl-prolyl-phenylalanyl-4-nitroanilide (3) 14 >10 

Fmoc-cyclohexylalanyl -pipecolic acid benzyl ester (4) 7 0.3 

Boc -alanyl-prolyl - leucine benzyl ester (5) 200 

Fmoc- (tert -butyl) - glutamyl -prolyl - pheny la lanyl -4 - 1.5 o . 1 
nitroanilide (6) 

Boc - alanyl -proline benzyl ester (7) ND ::D 

Boc-alanyl-prolyl-alanine benzyl ester (8) >250 

Boc-alanyl-prolyl-phenylalanine benzyl ester (9) >500 ND 

Boc- alanyl-prolyl. ( tert -butyl ) glutamic acid methyl 500 ND 
ester (10) 

Boc-alanyl. prolyl - phenylalanine methyl ester (11) >15 ::D 

Boc - s lanyl- prolyl -pheny lalany 1-4 -nitroanilide (12) ND ::z 

Boc- leucyl -prolyl -pheny lal any 1-4- nitroanilide (13) ND ;;d 

Boc- (benzyl). tyrosyl -proline benzyl ester (14) 1.5 - D 

Boc-(benzyl).tyrosyl-proline tert-butyl ester (15) 50 

Fccc-alanyl-pipecolic acid benzyl ester (16) 5 
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Human FK-506 binding protein can be obtained as 
described by Harding, M.W. et al., Nature 341: 758-760 
(1989). Values for the apparent Kp can be determined 
from a competitive LH-20 binding assay performed as 
described by Harding, M.W. et a 1. , Nature 341:758-760 
(1989), using 32- (1- 16 C]- benzoyl FK-506, or as described 
by Siekierka, J.J. et al. , Nature 341:755-757 (1989) 
using [ H] dihydro-FK-506. The K^ vllues reported in 
Table 1 were obtained using the latter method, where the 
ability of an unlabeled compound to compete with the 
binding of [ H ] dihydro-FK-506 to FK-506 binding protein 
was measured. 

The inhibition of the PPIase (rotamase) enzyme 
activity of FKBP by a compound can also be measured as 
described either by Harding. M.W. et al . , Nature 
3*1 = 738-760 (1989) or Siekierka, J.J. et .L.^Itur. 
3*1:753-757 (1989). The cis-trans isomerllatioToTthe 
alanine-proline peptide bond in a model substrate 
K-suc = inyl- A l a . Ala . Pro . phe ,. nitroanilidei ^ ^.'^ 

spectrophotometries!^ in a coupled assay with chymo- 
-ypsin, which releases 4 -nitroanilide from the trans 
for. of the substrate . F . scheri G Nat ^ e 

7 -478 (1989). The inhibitory effect of ^"1^1^" of 
different concentrations of inhibitor on the extent of 
he x ion i5 deterfflined> finaiysis ^ 

he first order rate constant as a function of inhib tor 
one ntra tion yields an ^ ^ 

(Table ) . l 

e„,.„ 4 . i. „ d , res .„ ble 

.ffmxty for FKBP , „ 4 ,..„„„ 1. !. 3. 14 , 
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15. and 16, like FK-506, have been shown to inhibit th 
peptidyl-prolyl cis-trans isomerase (PPIase) activity of 
FKBP. Cyclosporin A also has an affinity for cyclophilin 
and inhibits the associated PPIase activity. For both 
FK-506 (Fischer, G. e t_a 1^ , Nature 332: 476-478 (1989); 
Takahashi, N . e t_al ± , Natu re 337: 473-475 (1989)), and 
cyclosporin A (Harding, M.W. et^al^, Nature, 341: 758-760 
(1989); Siekierka, J.J. et_al^, Nature 341:755-757 
(1989)). the values determined for the dissociation 
constants from their respective binding proteins and for 
the K . of inhibition of the associated PPIase activities 
are consistent with the concentrations at which each 
compound is effective in assays of in vitro cellular 
immune response, in which T cell activation and pro- 
liferation is monitored. Kino, T . et al., J^Ant ibiot^. 
15: 1256-1265 (1987). Thus, linear, modif ied'peptlde 
compounds of the present invention can be expected to 
possess potent in vitro and in vivo immunosuppressive 
activity. Thus, such compounds can be used as immuno- 
suppressants for prophylaxis of organ rejection or 
treatment of chronic graft rejection, and for the treat- 
ment of autoimmune diseases. 

The immunosuppressive compounds of this invention 
can be periodically administered to a patient undergoing 
bone marrow or organ transplantation or for another 
reason for which it is desirable to substantially reduce 
or suppress a patient's immune response, such as in 
various autoimmune diseases. The compounds of this 
invention can also be administered to mammals other than 
humans for treatment of various mammalian autoimmune 
diseas.es . 
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Due to their affinity for FKBP, and their inhibition 
of the PPIase activity of FKBP, the novel compounds of 
the present invention nay possess activity in sup- 
pression of antigen-stimulated growth and clonal ex- 
pansion of T-cells, especially those T-cells charact- 
erized as "helper" T-cells. This activity is useful in 
the primary prevention of organ transplant rejection, in 
the rescue of transplanted organs during a rejection 
episode, and in the treatment of any of several auto- 
immune diseases known to be associated with inappropriate 
autoimmune responses. These autoimmune diseases include: 
uveitis, Behcet's disease. Graves ophthalmopathy, 
psoriasis, acute dermatomyositis , atopic skin disease, 
scleroderma, eczema, pure red cell aplasia, aplastic 
anemia, primary cirrhosis, autoimmune hepatitis, 
ulcerative colitis, Crohn's disease, amyotrophic lateral 
sclerosis, myasthenia gravis, multiple sclerosis, 
nephrotic syndrome, membranoprolif erative glomerulo- 
nephritis, rheumatoid arthritis and insulin- dependent 
diabetes mellitus. In all of the above-listed autoimmune 
diseases, treatment is effective to reduce the svmptoms 
and slow progression of the disease. In the case of 
insulin-dependent diabetes mellitus. treatment as des- 
cribed below is most effective when instituted before the 
complete cessation of natural insulin production and 
transition to complete dependence on external insulin 

For these purposes the compounds of the present 
invention may be administered by a variety cf routes 
(e.g.. orally, parenterally , by inhalation spray 
topically, nasally, buccally. rectally, vaginally or via 
an implanted reservoir) in dosage formulations containing 
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pharmaeeutically- acceptable carriers, adjuvants and 
vehicles. The term parenteral as used herein includes 
subcutaneous, intravenous, intramuscular, intrasternal 
and intracranial injection or infusion techniques. 

The pharmaceutical compositions may be in the form 
of a sterile injectable preparation, for example as a 
sterile injectable aqueous or oleagenous suspension. 
This suspension may be formulated according to techniques 
known in the art using suitable dispersing or wetting 
agents and suspending agents. The sterile injectable 
preparation nay also be a sterile injectable solution or 
suspension in a non-toxic parenterally-acceptable diluenr 
or solvent, for example as a solution in 1 , 3 -butanediol . 
Among the acceptable vehicles and solvents that may be 
employed are water. Ringer's solution and isotonic sodium 
chloride solution. In addition, sterile, fixed oils are 
conventionally employed as a solvent or suspending 
medium. For this purpose any bland fixed oil may be 
employed, including synthetic mono- or di - glycerides . 
Fatty acids such as oleic acid and its glyceride 
derivatives find use in the preparation of injectable, 
as do natural pharmaceutical^- acceptable oils, such as 
olive oil or castor oil, especially in their polyoxy- 
ethylated versions. These oil solutions or suspensions 
may also contain a long-chain alcohol diluent or dis- 
persant such as Ph A Helv or similar alcohol. 

The compounds may be administered orally, i n the 
form of capsules or tablets, for example, or as an 
aqueous suspension or solution. In the case of tablets 
for oral use, carriers which are commonly used include 
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lactose and corn starch. Lubricating agents, such as 
magnesium stearate, are also typically added. For oral 
administration in a capsule form, useful diluents include 
lactose and dried corn starch. When aqueous suspensions 
are required for oral use. the active ingredient is 
combined with emulsifying and suspending agents. If 
desired, certain sweetening and/or flavoring and/or 
coloring agents may be added. 

The compounds of this invention may also be ad- 
ministered in the form of suppositories for rectal 
administration of the drug. These compositions can be 
prepared by mixing the drug with a suitable non-irritat- 
ing excipient which is solid at room temperature but 
liquid at the rectal temperature and therefore will melt 
in the rectum to release the drug. Such materials 
include cocoa butter, beeswax and polyethylene glycols. 

The compounds of this invention may also be ad- 
ministered topically, especially when the conditions 
addressed for treatment involve areas or organs readily 
accessible by topical application, including autoimmune 
diseases of the eye. the skin, or the lower intestinal 
tract. Suitable topical formulations are readily pre- 
pared for each of these areas. 

For application topically to the skin, the compounds 
can be formulated in a suitable ointment containing the 
compound suspended or dissolved in. for example a 
mixture with one or more of the following: mineral oil 
liquid petrolatum, white petrolatum, propylene glycol 
polyoxyethylene polyoxypropylene compound, emulsifying 
wax and water. Alternatively, the compounds can be 
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formulated in a suitable lotion or cream containing the 
active compound suspended or dissolved in, for example, 
mixture of one or more of the following: mineral oil, 
sorbitan monos tearate , polysorbate 60. cetyl esters wax, 
cetearyl alcohol, 2-octyldodecanol . benzyl alcohol and 
water . 

For ophthalmic use, the compounds can be formulated 
as micronized suspensions in isotonic, pH adjusted 
sterile saline, or, preferably, as solutions in isotonic 
pH adjusted sterile saline, either with or without a 
preservative such as benzylalkonium chloride. Alter- 
natively for the opthalmic uses, the compounds may be 
formulated in an ointment such as petroleum. 

Topical application for the lower intestinal tract 
can be effected in a rectal suppository formulation (see 
above) or in a suitable enema formulation. 

Dosage levels on the order of 0.01 to 100 mg/kg per 
day of the active ingredient compound are useful in the 
treatment of the above conditions. The amount of active 
ingredient that may be combined with the carrier 
materials to produce a single dosage form will vary 
depending upon the host treated and the particular mode 
of administration. 

It is understood, however, that a specific dose 
level for any particular patient will depend upon a 
veriety of factors, including the activity of the 
specific compound employed, the age. body weight, general 
health, sex. diet, time of administration, rate of 
excretion, drug combination and the severity of the 
particular disease being treated. 
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The compound can also be administered in combination 
with a steroid, such as methyl prednisalone acetate, for 
additional immuno- suppressive effect. The steroid is 
administered orally, intravenously, rectally, topically 
or by inhalation. Dosages (based upon methyl pre- 
dnisalone acetate) of 0.1-5 mg/kg/day may be employed. 
An initial loading dose of 100-500 mg may be employed. 
Steroid doses may be decreased with time from the higher 
toward the lower doses as the clinical situation 
indicates . 

The compounds can be administered with other immuno- 
suppressant drugs, such as rapamycin, azathioprine , 
15-deoxyspergualin, cyclosporin, FK-506 or combinations 
of these, to increase the immunosuppressive effect. 
Administration of cyclosporin and FK-506 together should 
be avoided due to contraindications reported resulting 
from coadministration of these immunosuppressants. The 
dosage level of other immunosuppressant drugs will depend 
upon the factors previously stated and the immuno- 
suppressive effectiveness of the drug combination. 

0KT3. which is a murine monoclonal antibody to CD3 
surface antigen of human T lymphocytes, can also be 
coadministered intravenously vith compounds of the 
present invention for rescue and reversal of acute 
allograft rejections, particularly in renal trans- 
plantations . 

The invention will be further illustrated by way of 
the following examples, which are not intended to be 
limiting in any way. 
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EXAMPLES 



Genera l 

In these experiments, silica gel flash chromato- 
graphy is carried out as follows: a solution of one part 
of the compound to be purified is applied as a solution 
in a suitable solvent, such as dichloromethane or the 
eluant, to a column composed of 50 to 100 parts of 
230-400 mesh E. Merck silica gel, prepacked in the 
appropriate eluant under 5-10 psi pressure. Additional 
eluent is forced through the column by application of 
5-10 psi pressure, and the effluent is collected in 
appropriately sized fractions. A 2 „L sample of each 
fraction is then assayed for the presence and purity of 
the desired compound by application to a 0.25 mm thick E. 
Merck 60F 234 silica gel plate and elution with the column 
eluent. Detection of the compound is carried out by 
exposure to UV light or by treating the plate with an 
appropriate staining agent, for example a 10% solution of 
phosphomolybdic acid in ethanol . and subsequent heating. 

Analytical reverse phase HPLC is carried out by the 
following methods: 

Method A: 

Column - Waters MicroBondapak CIS", 10„M 
silica, 3.9 mm ID, 30 cm L. 

Moble Phases: A - 0.1% HjPO^ in 1^0 

B - 0.1% H 3 P0 4 in acetonitrile 

Gradient: T - 0 minutes, A(95%). B (5%) 

T - 15 minutes, A(0%), B(100%) 

T - 16.5 minutes, A(0%), B(100%) 
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Flow - 2 mL/minute, Temperature - 23', 

Detection by UV absorbance at 214 nm. 

Method B: 

Column - Waters MicroBondapak CIS, 5^M silica, 

3.9 nm ID, 15 cm L. 
Moble Phase: A - 0.1% H 3 P0 4 in H 2 0 

B - 0.1% H 3 P0 4 in acetonitrile 
Gradient: T - 0 minutes , A<95%), B(5%) 

T - 20 minutes, A(0%), B(100%) 
T - 24 minutes, A(0%), B(100%) 
Flow - 1.5 mL/minute, Temperature - 23°, 

Detection by UV absorbance at 214 nm . 

Methods for the synthesis of the five of the com- 
pounds illustrated in the Figure are described bel. 



LOW , 



Exam£le_l 

Svnthesis_of_Fmoc^alan^ 1 - 4 - ni t r o - 

ani 1 i_de__( 12 

1 • ^ niSi-SliSvl^nigec oli c_ac id_X172 

A suspension of 189 ^'aTIoTmol) of ( S ) -pipecolic 
SClli in 10 mL ° f dichloromethane was treated with 0 21 , L 
(1.7 mmol) of chlorotrimethylsilane and stirred for 1 5 
h. The resulting solution was cooled in an ice/water 
bath and treated sequentially with 520 „ 6 (1 . 5B nmol) of 
Fmocalanine acid chloride and 742 „L (3.2 mmol) of 
diisopropylethylamine. The mixture was stirred for 16 h 
under a nitrogen atmosphere, warming slowly to anbient 
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temperature. The mixture was poured into 3 volumes of 
ether and washed twice with 10% aqueous potassium bisul- 
fate and then with water. The organic layer was then 
treated with saturated sodium bicarbonate solution. An 
oily yellow third layer was formed, which was collected 
along with the aqueous layer. The ethereal layer was 
extracted twice more with aqueous sodium bicarbonate, 
each time collecting the third layer. The combined 
aqueous and oily yellow layers were treated with 6N HC1 
to bring the pH to 1 and extracted three times with 
ether. These organic extracts were washed with water and 
saturated sodium bicarbonate solution, then dried over 
magnesium sulfate. The mixture was filtered and concen- 
trated in vacuo to yield 0.66 g of 17 as a yellow, foamy 
solid which was used for subsequent reactions without 
purification. 

2 • ^2££- £lan 2 l^ E i 2 ecolvl-2hen 2 lal^ 
ill 

A suspension of 460 mg of compound 17,328 mg (1.15 
mmol) of (S)-phenylalanyl-4.nitroanilide. and 155 mg 
(1.15 mmol) of 1 -hydroxybenzotriazole monohydrate in 20 
mL of dichloromethane was cooled in an ice/water bath and 
treated with 220 mg (1.15 mmol) of 1 - ( 3 - dimethylamino - 
propyl)-3-ethylcarbodiimide hydrochloride. The mixture 
was stirred for 18 h under a calcium sulfate drying tube 
and was then poured into three volumes of ether. The 
mixture was washed sequentially with water, saturated 
sodium bicarbonate solution, water, 10% potassium hi- 
sulfate solution, water, and saturated sodium chloride 
solution, The organic layer was dried over magnesium 
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sulfate, filtered and concentrated in vacuo. The residue 
was purified by silica gel flash chromatography, using 
2:1 hexane: acetone as eluant, to yield 0.56 g of 1 as a 
white, foamy solid. 

TLC: Rf-0.29 in 3% methanol/dichloromethane ; HPLC, method 
A, Rt - 15.11; [ H] NHR (300 MHz ) consistent with struc- 
ture; elemental analysis, calculated for 0.25 moles 
acetone solvate: C. 67.79, H, 6.80, N , 9.94. Found, C 
67.99, H, 6.80, K, 9.69. 

Example 2 

' Synthesis_of_Fmoc^tert^ . 
!l£2vl^4^nitroanilide_X2i ~ 

1 • Boc- £ rolvl^ E hen X lala n vl-4-nitroani lide X l 8 ) 

A solution of 2.85 g (10.0 muol~t phlnylllanyl -4 - 
nitroanilide, 2.15- g (10. 0 mmol) of Bocproline and 2 79 
mL (20.0 mmol) of triethylamine in 250 mL of acetonitrile 
was treated with 4.42 g (10.0 mmol) of benzotriazol - 1 - 
yloxytris(dimethylamino) P hosphonium hexaf luorophosphate 
The mixture was stirred for 6 h under a calcium sulfate' 
drying tube and was then concentrated in vacuo The 
residue was dissolved in dichloromethane and washed 
sequentially with water, 10% potassium bisulfate 
so lution, saturated sodium bicarbonate solution, and 
half-saturated sodium chloride solution. The organic 

ayer was dried over magnesium sulfate, filtered an 
ncentrated, and the residue purified by si i ica gel 
flash chromatography, eluting with a gradient of 25 % 30 % 
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and 50% acetone in hexane. Concentration to a snail 
volume yielded a pale yellow precipitate which was 
filtered and dried in vacuo: yield 4.11 g. HPLC, method 
A, Rt - 14.71. 

2 • £££lll^.£h e ny 1 a 1 any 1 -4-nitroani 1 i ge hydr och T_» r j_ p 
salt_Xl£2 

A 1.93 g (4.0 mmol) portion of IB was treated, under 
nitrogen, with 10 mL of 4N HC1 in dioxane. The mixture 
was stirred for 1 h, then concentrated in vacuo over KOH 
to yield 1.62 g of the title compound as a solvated whit 
solid, which was used without subsequent purification. 

TLC: Rf - 0 in 40% ace tone/hexane . 

3 • f E°£ "I £• rt-bu ty 12 - thre pny 1 - E r oly 1 -fiheny 1 al any 1^4 - 
nitroanil^ide_^22 

A suspension of 405 mg of 19 in 12 mL of dichloro- 
methane was treated with 0.35 mL of diisopropylethylamine 
and cooled in an ice/water bath under nitrogen. Fmoc- 
(tert-butyl)-threonine (397 mg, 1.0 mmol) was added, 
followed by 442 mg (1.0 mmol) of benzotriazol - 1 -yloxytris 
(dim e thylamino) P hosphonium hexaf luor ophosphate . After 
ca. 10 Bin., the solution was treated with 8 mL of 
acetonitrile, and the mixture was stirred for 16 h at 
ambient temperature. The mixture was concentrated in 
vacuo; the residue was taken up in dichlorome thane and 
washed sequentially with water, 10% potassium bisulfate 
solution, saturated sodium bicarbonate solution and 
half-saturated sodium chloride solution. The organic 
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layer was dried over magnesium sulfate, filtered and 
concentrated and the residue purified by silica gel flash 
chromatography, eluting with 30% acetone in hexane to 
yield 641 mg of 2 as an off-white solid. 

TLC: Rf - 0.33 in 35% acetone/hexane ; [ 1 H] NMR (300 MHz) 
consistent with structure; elemental analysis, calculated 
for 0.25 moles acetone solvate: C, 67.68 H, 6.30, N, 
9.02. Found C, 67.81. H , 6.51, R. 8.79. 

Exanj2le_3 

. i IB th e s i s_o f _B o c^v a 1 v l^p. r o 1 v 1 - E h enyl a 1 anv.1 - i> . ni t r o an i 1 i d e 
ill " 

A portion of 19 was prepared from 241 mg (0.5 mmol) 
of 18 as described for the preparation of 2. The entire 
product of this reaction was taken up in 4 mL of di- 
chloromethane. cooled in an ice/water bath, and treated 
with 110 mg (0.5 mmol) of Boc-valine. 68 mg (0.5 mmol) of 
l-hydroxybenzotriazole monohydrate and 96 mg (0.5 mmol) 
of l-(3-dimethylaminopropyl). 3 -ethylcarbodiimide hydro- 
chloride. The resulting mixture was adjusted to a pH of 
6-7 by addition of diisopropylethylamine and stirred for 
one hour. The cold bath was removed, and stirring was 
continued for 16 h. The mixture was diluted with 3 
volumes of ether, and washed sequentially with water 
saturated sodium bicarbonate solution. 10% potassium' 
bisulfate solution, water, and saturated sodium chloride 
so ution. The organic layer was dried over magnesium 

sulfate, filtered, and concentraf^ 

concentrated in vacuo to yield 268 

mg of 3 as a pale yellow, f oa my solid. 
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TLC: Rf - 0.37 in 35% acetone/hexane ; ^H] NMR (300 MH2 ) 
consistent with structure; elemental analysis, 
calculated: C, 61.95, H, 6.76, N , 912.04. Found, C, 
61.62, H, 6. 89. N. 11.70. 



.e_b 

Szsihesls_of_Fmoc^cyclohexylalanyl -pi£ecoM c_ac i^frggyyi 
ester X 6 .! 

1 • 112l.C2£ I ohex^l a lanine_X2 02 

A solution of 12.5 g (75.7 mmol) of (S)-phenyl- 
alanine in 50 mL of acetic acid and 35 mL of water 
was treated with 630 ng of platinum oxide. The mixture 
was evacuated and placed under an atmosphere of 47 psi of 
hydrogen. After the mixture was shaken vigorously for 2 
days, the semisolid reaction mixture was treated with 80 
mL each of water and acetic acid, filtered through a pad 
of diatomaceous earth, and the filtrate concentrated in 
vacuo. The residue was twice triturated with ether and 
filtered, and the resulting white solid dried in vacuo to 
yield 13.77 g of 20. 

2 • l22£^Xil^cvclohex2lalanine_X212 

A 1.82 g portion of 20 was suspended in 30 mL of 
dichloromethane. treated with 1.59 mL (12.5 mmol) of 
chlorotrimethylsilane, and stirred for 40 min. The 
mixture was treated with 30 »L of acetonitrile and an 
additional 1 mL of chlorotrimethylsilane . After stirring 
for 10 min., the resulting solution was cooled in an 
ice/water bath and treated sequentially with 3.92 mL 
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(22.5 nmol) of diisopropylethylamine and 2.72 g (10.5 
nmol) of 9-fluorenylmethyl chlorof ormate . The mixture 
was stirred for 16 h under a nitrogen atmosphere, warming 
slowly to ambient temperature. The mixture was concen- 
trated in vacuo and the residue partitioned between ether 
and 10% potassium bisulfate solution. The organic layer 
was washed sequentially with 10% potassium bisulfate 
solution and water and then treated with saturated .odium 
bicarbonate solution. An oily yellow third layer was 
formed, which was collected along with the aqueous layer. 
The ethereal layer was extracted twice more with aqueous 
sodium bicarbonate, each time collecting the aqueous and 
third layers. The combined aqueous and oily yellow 
layers were treated with 6M HC1 to bring the pH to 1 . 
The mixture was extracted three times with 3:1 ether- 
dichloromethane. These organic extracts were combined 
and washed sequentially with water and saturated sodium 
chloride solution, and then dried over magnesium sulfate 
The mixture was filtered and concentrated in vacuo to 
yield 3.55 g of 21 as a pale yellow solid; ^H] NMR (300 
MHz) consistent with structure. 

3 - ^o-cvclohexvlaW^ „■ 

1*2 . - 

A 1.18 g (3.00 mmol) portion of 21 was converted to 
-s ac.d chloride by reaction with 0.52 mL (6.0 mmol) of 
oxalyl chloride in 20 mL of dichloromethane in the 
presence of catalytic amount (3 drops) of dime thy If orm- 
•«-. for 1.5 h followed by concentration in vacuo A 
solution of this acid chloride in 10 mL 0 f d ichloro- 
»ethane was treated with 691 mg (3.15 mmol) of ( S ) 
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pipecolic acid benzyl ester 4-toluene sulfonic acid salt, 
followed by 10 mL of saturated sodium bicarbonate 
solution. The mixture vas stirred vigorously for 5 
minutes and the layers separated. The organic layer was 
dried over magnesium sulfate and concentrated in vacuo to 
yield a yellow foam which was purified by silica gel 
flash chromatography, eluting with 15% acetone in hexane 
to yield 566 mg of 2 as a colorless oil. 

TLC: Rf - 0.19 in 15% acetone/hexane ; HPLC method B, Rt - 
22.81; [ H ] NMR (300 MHz ) consistent with structure. 

Exainj^le 5 

Sv 2 thesis_of_Boc^ala 2 vl^rol y l-leuci 

1 • 5££i£ IlUI i-EI£iiS£_i2 2^ 

To a slurry of 0.7 g of 5% palladium on carbon in 50 
■L of ethanol was added a solution of 6.79 g (18.0 mmol) 
Bocalanyl-proline benzyl ester. The mixture was placed 
under an atmosphere of hydrogen and stirred for 20 h 
then filtered through a pad of diatomaceous earth 
washing the filter pad with 20 mL of ethanol The 
combined filtrates were concentrated in vacuo, dissolved 
in 300 mL of saturated sodium bicarbonate solution, and 
vashed twice with 150 mL of ether. The aqueous portion 
was acidified to P H 2 with sodium bisulfate and extracted 
three times with 150 mL of ethyl acetate. These organic 
extracts were combined, washed with saturated sodium 
chloride, dried over magnesium sulfate, filtered and 
concentrated to yield U.9 g of 22 as a white solid- ^H] 
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NMR (300 MHz) : d 1.35 (d, 3H) . 1.43 (s, 9H) , 2.07 (m, 
3H), 2.35 <m, 1H) , 3.59 (m, 1H) , 3.74 (m, 1H) , 4.48 (m, 
1H) , 4.81 (m. 1H) , 5.35 (d. 1H) . 

2 • ^££-£l5SXlz.E£Ql2 l^jeu c in e_b e nzy 1 ester ( 5 ) 

To a slurry of leucine benzyl ester 4-toluene 
sulfonic acid salt (0.40 g, 1.02 mmol) in 10 mL of 
dichloromethane was added, at 0'C, 0.177 mL (1.02 mmol) 
of diisopropylethylamine. 0.115 g (0.85 mmol) of 1- 
hydroxybenzotriazole hydrate, and 243 mg (0.85 mmol) of 
22. The pH of the solution was adjusted to 6 with 
additional diisopropylethylamine and 182 mg (0.93 mmol) 
of l-(3-dimethylaminopropyl)-3-ethylcarbodiimide hydro- 
chloride was added. The mixture was stirred for 14 h, 
then treated with water (75 »L) and ethyl acetate (75' 
n>D. The aqueous layer was extracted twice with addi- 
tional ethyl acetate, and the combined organic layers 
were washed sequentially twice with water, then with 0 5 
N hydrochloric acid, saturated sodium bicarbonate 
solution, and saturated sodium chloride solution, then 
dried over magnesium sulfate and filtered. The filtrate 
was concentrated in vacuo and the residue was purified bv 
SlU " 661 flash chromatography, eluting with 25% ether " 
i» dichloromethane to yield 0.34 g 0 f 5 as a white foamv 
solid. 

TLC: Rf - o.43 in 5% methanol/dichlorome thane ; HPLC 
-thod A , Rt - 12.75 NMR (300 MHz) consistent with 

structure . 
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CLAIMS 

1- A linear, modified peptide, which has an affinity 

for FK-506 binding protein and a backbone similar in 
length to that of a peptide of two or three amino 
acids . 

2. A linear, modified peptide of Claim 1, having an 
inhibitory effect on the pep t i dy 1 - pr o ly 1 cis-trans 
isomerase activity of FK-506 binding protein. 

3. A linear, modified peptide of any one of Claims 1 
and 2 having immunosuppressive activity. 

4. A linear, modified peptide of Claim 3, having at 
least one hydrophobic side chain or protecting 
group . 



5 . 



A linear, modified peptide having immunosuppressive 
activity, represented by the general formula: 




wherein: 

a) A is NH ( 0, S or CH , wherein: 

if A is NH, 0, or S, B is FC0- or FOC0- , where 
F is selected from the group consisting of C1-C6 
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straight alkyl, C1-C6 straight alkenyl , C1-C6 
branched alkyl, C1-C6 branched alkenyl group, C5-C6 
cycloalkyl. C5-C6 cycloalkenyl , and methyl having a 
substituent which is independently selected from the 
group consisting of C5-C6 cylcoalkyl, C5-C6 cyclo- 
alkenyl, phenyl, 1-naphthyl, 2-naphthyl, 
9-fluorenyl, and 1-adamantyl; or 

if A is CH, then B is connected via a trans 
double bond and is selected from the group c*on7 
sisting of C2-C4 straight alkyl, C2-C4 straight 
alkenyl. C2-C4 branched alkyl, C2-C4 branched 
alkenyl. and methyl or ethyl substituted with either 
a C5-C6 cyclic alkyl group or Ar , where Ar is 
selected from the group consisting of 1-naphthyl 
2-naphthyl, 2-furyl. 3-furyl, 2-thienyl, phenyl and 
Phenyl having one to three substituents which are 
independently selected from the group consisting of 
hydroxyl. halo, nitro, CF 3 , C1-C4 stra.ight alkyl 
C1-C4 branched alkyl, C1-C4 straight alkenyl. C1-C4 
branched alkenyl. O-(Cl-CA) straight alkyl, 
0-(Cl-C4) branched alkyl, 0-(Cl-C4) straight 
alkenyl. 0-(Cl-C4) branched alkenyl, and Ar, as 
defined above , 

wherein no more than two Ar groups may be linked 

together ; 

b> D is selected from the group consisting of 
hydrogen. C1-C4 straight alkyl. C1-C4 branched 
alkyl, C1-C4 straight alkenyl. C1-C4 branched 
alkenyl, hydroxy, tert-butyloxy , benzyloxy 
A-benzyloxyphenyl, cyclohexyl, -(CH^.co^Q, where 
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n is 0 or 1 and Q is methyl, ethyl, i-propyl, 
t-butyl, benzyl, 1-naphthyl, 2-naphthyl, or cyclo- 
hexyl, and Ar as defined above, 

wherein no more than two Ar groups may be linked 
together ; 

c) E and K are independently hydrogen or methyl; 

d) G is either methyl or ethyl; 

e) J is selected from the group consisting of 
hydrogen, C1-C6 straight alkyl, C1-C6 branched 
alkyl, C1-C6 straight alkenyl, C1-C6 branched 
alkenyl, C5-C6 cycloalkyl, C5-C6 cycloalkenyl , 
sulfhydryl. hydroxy, phenyl, 3-indolyl, and benzyl, 
wherein J may be connected to G by a bond to form a 
cycle of 5 or 6 members; and 

f) L is 0 or is an o-amino acid residue attached via 
the o-nitrogen, and selected from the group con- 
sisting of alanine, 2 - aminobutyr ic acid, valine, 
norvaline, leucine, norleucine. isoleucine, phenyl- 
alanine, cyclohexylalanine, tryptophane. 1-naphthyl- 
alanine, 2 -naphthylalanine , threonine with a benzyl 
ether side chain, threonine with a cert-butyl ether 
side chain, glutamic acid with a tert butyl ester 
side chain, glutamic acid with a benzyl ester side 
chain, methionine, serine with a benzyl ether side 
chain, and serine with a tert-butyl ether side 
chain, wherein: 



WO 92/04370 



PCTAJS91/05691 



.36- 



if L is 0, then M is selected from the group 
consisting of C1-C6 straight alkyl, C1-C6 branched 
alkyl, C1-C6 straight alkenyl, C1-C6 branched 
alkenyl, and -(CH^-Ar, where n is 1-6 and Ar is 
as described above, 

wherein no more than two Ar groups may be linked 
together; or 

if L is an amino acid, then M is selected 
from the group consisting of 0-<Cl-C4) straight 
alkyl, 0-(Cl-C4) branched alkyl, O-benzyl, 
NH-phenyl. and NH - U - ni tr ©phenyl and is attached to 
the amino acid carbonyl. 

6. A linear modified peptide of Claim 5, wherein B, D 
or M is a bulky hydrophobic moiety. 

7. An immunosuppressive linear, modified peptide of 
any one of Claims 5 and 6 , having an affinity for 
FK-506 binding protein. 
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8. A linear, modified peptide of Claim 5 having an 

inhibitory effect on the peptidyl -prolyl cis-trans 
isomerase activity of FK-506 binding protein, where 
said compound is selected from the group consisting 
of Fmoc-alanyl-pipecolylphenylalanyl-4-nitroanilide , 
Fmoc- (tert-butyl) - threonyl -prolyl -phenylalany 1 -4 - 
nitroanilide , Boc -valyl -prolyl -phenyl alanyl -A - 
nitroanilide , Fmoc-cyclohexylalanyl-pipecolic acid 
benzyl ester, Boc - alanyl - prolyl - leucine benzyl 
ester. Fmoc- (tert-butyl) - glutamyl -prolyl - 
phenyl alanyl -4 -nitroanilide , Boc - alanyl -prolyl - 
alanine benzyl ester, Boc - alanyl - prolylphenylalanine 
benzyl ester, Boc - alanyl • prolyl ( tert -butyl ) glutamic 
acid methyl ester, Boc - alanyl -prolyl ■ phenylalanine 
methyl ester Boc - (benzyl )- tyrosyl -pro line benzyl 
ester, Boc - (benzyl )- tyrosyl -prol ine tert-butyl 
ester, and Fmoc - al any 1 - pipeco 1 ic acid benzyl ester. 

9. A composition for suppressing an immune response in 
an individual, comprising an immunosuppressive 
linear, modified peptide, which has an affinity for 
FK-506 binding protein, and a backbone similar in 
length to that of a peptide of two or three amino 
acids, and a physiologically acceptable vehicle. 

10. a composition for suppressing an immune response in 
an individual comprising an immunosuppressive 
linear, modified peptide of Claim 5 having an 
affinity for FK-506 binding protein and a physio- 
logically acceptable vehicle. 
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11. A composition for preventing or reducing graft 
rejection associated with a bone marrow or organ 
transplantation in an individual, comprising an 
immunosuppressive linear, modified peptide of Claim 
5 and having an affinity for FK-506 binding protein, 
and a physiologically acceptable vehicle. 

12. A composition for preventing or reducing an auto- 
immune response in an individual comprising an 
immunosuppressive linear, modified peptide of Claim 
5 and having an affinity for FK-506 binding protein, 
and a physiologically acceptable vehicle. 
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The composition of any one of Claims 9-12. having an 
inhibitory effect on the peptidyl -prolyl cis-trans 
isomerase activity of FK-506 binding protein, 
wherein the immunosuppressive peptide is selected 
from the group consisting of Fmoc - alany 1 - pipecolyl - 
phenylalanyl-4-nitroanilide, Fmoc -( tert - butyl) - 
threonyl-prolyl-phenylalanyl-4-nitroanilide, 
Boc-valyl-prolyl.phenylalanyl-4-nitroanilide, 
Fmoc-cyclohexylalanyl-pipecolic acid benzyl ester 
Bocalanyl-prolyl-leucine benzyl ester, Fmoc- 
(tert-butyD-gluta^Lp^iy!.^^^^^^^ n . cro _ 

anilide, Bocalanyl-prolyl-alanine benzyl ester 
Boc-alanyl-prolylphenylalanine benzyl ester, Boc- 
alanyl-prolyl.(tert-butyl)glutamic acid methyl 
ester, Boc-alanyl-prolyl-phenylalanine methyl ester 
Boc-(benzyl)tyrosyl-proline benzyl ester Boc- 
(benzyl)tyrosyl- P roline tert-butyl ester, and 
Fmoc-alanyl-pipecolic acid benzyl ester. 
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14. The composition of any one of Claims 9-12, further 
comprising administering the composition with an 
immunosuppressant selected from the group consisting 
of CsA, rapamycin, FK-506, 15-deoxyspergualin, 0KT3 , 
and a2athioprine . 

15. A composition of any one of Claims 9-12, further 
comprising administering the composition with a 
steroid. 
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